For expression, the sequence was then transferred to pDEST17 with a Gateway reaction and expressed in Escherichia coli and purifed using a protocol including denaturing and refolding of the protein. The antibody containing serum was affinity purified versus the same protein as used for immunization.
Immunostainings. Dissection and immunostainings were performed as described before (S3).
All larvae were raised at 25°C on semi-defined medium (Bloomington recipe) and the following genotypes were used: Control: +/+ (w 1118 ) (everything except Fig. 4F Imaging acquisition and analysis. Image acquisition and processing was performed as previously described (S4). Images from fixed samples were taken from the 3 rd instar larval NMJ (segments A3, A4) of either muscles 6 and 7 (Fig. 2B ) or muscle 4 (everything else). Images for figures were processed with ImageJ software to enhance brightness using the brightness/contrast function and smoothened (1-2 Pixel Sigma radius) using the Gauss blur function. Quantifications of AZ number, NMJ size, and Cac GFP intensity were performed as previously described (S5).
Further details on imaging and data processing are available on request. Data were analyzed using the Mann-Whitney U test for linear independent data groups. Means are annotated ± SEM.
Asterisks are used to denote significance: *, P < 0.05; **, P < 0.01; ***, P < 0.001; n.s. (not significant), P > 0.05).
STED microscopy. 2-color STED images were recorded with a custom-built STED-microscope which combines two pairs of excitation and STED laser beams all derived from a single supercontinuum laser source (as described in S6). STED images were processed using a linear deconvolution function integrated into Imspector Software. The point spread function (PSF) for deconvolution was generated by using a 2D Lorentz function with its half-width and half-length fitted to the half-width and half-length of each individual image. Distance measurements ( Fig.   1F ) were performed on deconvoluted, merged images. A line profile was laid across vertical oriented synapses and the peak to peak distance measured. A mean value was aquired over 25 synapses and the standard deviation corrected for the approx. 10 nm deviation between the 2 channels using the formula: (SD^2+100)^-2.
Electron microscopy. Conventional embedding, HPF/FS and immuno-EM were performed as described previously (S7). For electron-tomography, 250 nm conventional embedded sections were applied to Formvar-coated copper 100 mesh grids and stained with 4% uranyl acetate and
Reynold's lead citrate. Five-nanometer gold beads were applied on both sides of the grid. A double tilt series was acquired at a JEOL JEM 2100 at 200 kV from -55° to +55° with 1° increment using Serial EM. Reconstruction and rendering was done using the IMOD software package.
Electrophysiology. TEVC recordings were performed at room temperature on male, 3rd instar, larval NMJs (muscle 6, segments A2, A3) essentially as previously reported (S8) 11193728 -11230728) was completed as previously described (S10).
pENTER and pGADT7/pGBKT7cloning.
All final plasmids of pENTER, pGADT7 or pGBKT7 constructs were double-strand sequenced before any further use including Gateway recombination with destination vectors.
pGADT7 DRBP SH3-I (aa 311-483):
Primers: 5′-GCAGTCCCATGGATTCCGCCGAACAACTGG-3′ and 5′-CAAGAGGATCCTTATCACGATCCGTCCTCGGCATCG-3′; cut and ligated into pGADT7 using NcoI-BamHI.
pGADT7 DRBP FNIII (aa 508-907):
Primers: 5′-GCAGTCCCATGGGAGGATCTGGCACGCTTA-3′ and 5′-CAAGAGAATTCTGGTTGGCCTGGCTGATA-3′; cut and ligated into pGADT7 using NcoIEcoRI.
pGADT7 DRBP SH3-II (aa 1024-1185):
Primers: 5′-GCAGTCCCATGGCCACGAGGACCGCTCAAT-3′ and 5′-CAAGAGAATTCCACGTTGCGCATGCTCTG-3′; cut and ligated into pGADT7 using NcoIEcoRI.
pGADT7 DRBP SH3-III (aa 1138-1307):
Primers: 5′-GCAGTCCCATGGGACACCACCGCCTCCATG-3′ and 5′-CAAGAGAATTCTCCGGGCATCATGTTGTCA-3'; cut and ligated into pGADT7 using NcoI-EcoRI.
pGADT7 DRBP SH3-II+III (aa 1024-1307):
Primers: 5′-GCAGTCCCATGGCCACGAGGACCGCTCAAT -3′ and 5′-CAAGAGAATTCTCCGGGCATCATGTTGTCA-3′; cut and ligated into pGADT7 using NcoI-EcoRI.
pENTER DRBP SH3-II+III (aa 1024-1273):
Primers: 5′-GCAGACTAGTCCACGAGGACCGCTCAAT-3′ and 5′-CAAGGGCACCCGGACCCATCTGGTTGTT-3′; cut and ligated into pENTER using SpeIKpnI.
pGBKT7 and pENTER CAC C-term (aa 1,420-1,848):
Primers: 5′-GATGCCATGGCGTTATTCGCTTTGATTCGTGA-3′ and 5′-GATGCTCGAGAGCACCAATCCTCCTCATCCGAA-3′; cut and ligated into pENTER (S7) using NcoI-XhoI and into pGBKT7 using NcoI-SalI.
pGBKT7 CAC C-term D80aa (aa 1,420-1,768):
Primers: 5′-GATGCCATGGCGTTATTCGCTTTGATTCGTGA-3′ and 5'-GTCTGGATCCTTATCACAGGCGATCGCGATCCCTAT-3'; cut and ligated into pGBKT7 using NcoI-BamHI.
pGBKT7 CAC C-term D160aa (aa 1,420-1,688):
Primers: 5′-GATGCCATGGCGTTATTCGCTTTGATTCGTGA-3′ and 5′-GTCTGTCGACTTATCAGCGTCTTCCGATTCCGGCTCT-3'; cut and ligated into pGBKT7 using NcoI-SalI.
pGBKT7 CAC C-term with mutation of PxxP motifs (prolines to alanines):
Three different constructs were generated by using the QuickChance Site-Directed Mutagenesis Kit, pGADT7 CAC C-term as template, and the following primer pairs: 
pENTR-D DRIM PXXP:
Primers: 5'-CACCGGCTATCGGAGCACCAGTC-3' and 5'-GCTGACCACCGACTCCATG-3'
were used to amplify a 516 bp fragment from random hexamer-primed w 1118 cDNA. The PCR product was cloned into pENTR-D/Topo.
pGBKT7 DRIM PXXP (aa 1458-1630):
Primers: 5'-GTACTCATATGGGCTATCGGAGCACCAGTC-3' and 5'-GTACTGAATTC GCTGACCACCGACTCCATG-3' were used to amplify a PCR product from pENTR-D DRIM PXXP. The PCR product was cut and ligated into pGBKT7 using NdeIEcoRI. 
Yeast

pdMARCKS-GFP plasmid:
Membrane targeting sequence MARCKS fused to eGFP (S11) (gift from Pico Caroni) sub-cloned into a CMV based Gateway destination vector via NheI and Not-1.
MARCKS-GFP::Cac-C-Term and mStraw::DRBP SH3-II+III:
pENTR-Cac-C-Term and pENTR-DRBP SH3-II+III were recombined with the pdMARCKS-GFP and pdGD-CMVntStrawberry vectors via Gateway system, respectively. Figures   Fig. S1 . Post-embedding immuno-gold labeling with DRBP C-term at larval wild-type synapses.
The vertical view shows that DRBP C-term surrounds the T-bar pedestal (left and middle panels). In a planar view DRBP C-term localizes mainly to the edges of the T-bar pedestal. Scale bar: 100 nm. (A) In control animals DRBP (C-Term, magenta) and Bruchpilot (N-Term, green) co-localize at every AZ.
(B) In bruchpilot 1.3 mutants, which express a C-Terminally truncated version of Bruchpilot (encoding for about 70% of the full length protein), both
Bruchpilot and DRBP signal intensities (Bruchpilot: control: 100% ± 10, n = 7; brp 1.3 : 20% ± 2, n = 10; P = 0.0001, Mann-Whitney U test; DRBP:
control: 100% ± 3, n = 7; brp 1.3 : 61% ± 1, n = 10; P = 0.0001, Mann-Whitney U test; graphs in D) and number of puncta per µm 2 were reduced (Bruchpilot: control: 1.13 ± 0.04, n = 7; brp 1.3 : 0.14 ± 0.03, n = 10; P = 0.0001, Mann-Whitney U test; DRBP: control: 1.18 ± 0.04, n = 7; brp 1.3 : 0.45 ± 0.04, n = 10; P = 0.0001, Mann-Whitney U test; graphs in D). All remaining Bruchpilot punctae co-localized with DRBP punctae (see arrows for examples), whereas there were some DRBP punctae without Bruchpilot counterpart (arrowhead).
(C) In bruchpilot 69 mutants, which completely lack Bruchpilot expression (Intensity: brp 69 0% ± 2, n = 17; P = 0.0002 vs control, P < 0.0001 vs brp 1.3 , Mann-Whitney U test; number of puncta per µm 2 : brp 69 0.01 ± 0.01, n = 17; P = 0.0002 vs control, P < 0.0001 vs brp 1.3 , Mann-Whitney U test; graphs in D), DRBP intensity is further reduced (brp 69 55% ± 2, n = 17; P = 0.0002 vs control, P = 0.0372 vs brp 1.3 , Mann-Whitney U test; graphs in D), while the number of puncta per µm 2 is unchanged compared to bruchpilot 1.3 mutants (brp 69 0.47 ± 0.07, n = 17; P = 0.0002 vs control, P = 0.2380 vs brp 1.3 , Mann-Whitney U test; graphs in D). There are some boutons that completely lack distinct punctaete DRBP signal of high intensity. Scale bar: 2 µm (A-C).
